(A) Ca
2+
-bound TMEM16F in digitonin. Starting with 3D classification of 1,261,881 particles, we picked class 3, 5, and 6 of the seven classes for 2D classification. After 2D classification was applied to each class, particles from the best 2D classes were pooled together for another round of 3D classification, to yield three classes for 3D refinement. The class with 170,824 particles had a resolution of 3.8 Å. After being masked, they reached a resolution of 3.7 Å.
(B) Ca
-free TMEM16F in digitonin. Starting with 3D classification of 1,182,627 particles, we picked class 1, 2, and 5 of the five classes for 2D classification. After 2D classification was applied to each class, 324,624 particles from the best 2D classes were processed for another round of 3D classification and 3D refinement ending with a resolution of 4.3 Å. After being masked they reached a resolution of 3.98 Å.
(C) Ca 2+ -bound TMEM16F in PIP 2 supplemented nanodiscs. All 2,355,541 picked particles were subdivided into four groups, and 3D classification was applied to each group to generate 3 classes. 2D
classification was done for the best of the three classes of each group. Particles from the good 2D
classes were pooled together (total 1,056,110 particles) and applied for another round of 3D classification to yield three classes. Class 1 and class 2 were picked for further 2D classification.
Particles from the resulting good 2D classes were pooled together within each class and used for 3D refinement, resulting in a resolution of 3.61 Å for class 1 and 3.66 Å for class 2. After being masked, they reached a resolution of 3.15 Å for class 1 and 3.27 Å for class 2. Residues in red boxes are identical in all four sequences, and those in orange boxes are highly conserved. TMEM16F residues in blue are tested in mutagenesis studies. -TM1 elbow  TM3  TM3/TM5-TM6 loop  TM3/TM5-TM6 loop  TM4  TM4  TM4-TM5 loop  TM6  TM6  TM6  TM8  TM9-TM10 loop  TM9-TM10 
